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ABSTRACT

Studies on the mechanism of metabolic injury induced by sulfur
mustard (2,2’'-dichlorodiethyl sulfide, HD) have demonstrated that exposure
of human epidermal keratinocytes in culture to HD induces time- and dose-
dependent NAD* depletion and inhibition of glucose metabolism (Martens,
Biochem. Pharmacol., in press). Both occurred relatively early after
alkylation, preceding the loss of membrane integrity that is indicative of
metabolic cell death. The inhibition of glycolysis induced by HD was only
partially correlated with the depletion of NAD' and, thus, was not simply
a function of changes in the NAD* level. Rather, HD appeared to induce
complex shifts in the pattern of glucose metabolism that paralleled both
the timing and degree of injury. In line with these findings, recent
experiments have shown that partial protection against HD-induced NAD'
depletion by 1 mM niacinamide did not protect against the inhibition of
glycolysis. In preliminary experiments examining the effect of HD-induced
metabolic changes on the cellular energy state, dose-dependent depletion
of ATP was seen at 24 hours after exposure, but not at 4 or 8 hours. As
seen for glucose metabolism, 1 mM niacinamide did not prevent the loss of
this high-energy intermediate (ATP). We conclude from these studies that
the relationships among HD exposure, glucose metabolism, and intracellular
NAD* and ATP are more complex than originally proposed (Papirmeister et al,
Fund. Appl. Toxicol. 5:5134, 1985).
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INTRODUCTION

Sulfur mustard (2,2’'-dichlorodiethyl sulfide, HD) (1] is a potent
alkylating agent, inducing cross-links and strand breaks in DNA, as well
as covalent modification of proteins and other cellular components. One
recent model of HD-induced injury [2] links DNA damage to blister
formation via poly(ADP-ribose) polymerase (PADPRP) induced NAD' depletion
and consequent disturbances in intracellular metabolism. Previous studies
in this laboratory and others {1,3-6] on the biochemical mechanisms of the
cutaneous injury induced by sulfur mustard have demonstrated that exposure
of cultured human epidermal keratinocytes (HEK) to HD induces time- and
dose-dependent cytotoxicity, NAD®' depletion and inhibition of glucose
metabolism. However, the inhibition of glycolysis induced by HD was only
partially correlated with the Gapletion of NAD® and, thus, was not simply
a function of changes in the NAD® level [6]. Rather, HD appeared to induce
complex shifts in the pattern of glucose metabolism that depended on both
the timing and degree of injury.

Niacinamide, a PADPRP inhibitor and NAD® precursor, has been shown
to protect HEK from the cytotoxic, histopathologic and NAD'-depleting
effects of HD in vitro for up to 24 hours after exposure {1,3-5,7]. In
addition, niacinamide has been shown to prevent the loss of NAD® in both
fresh human skin (8] and in the in vivo hairless guinea pig [9] as well as
the development of HD-induced pathology in the latter model [9]). In order
to better define the role of NAD® in the mechanism of HD-jinduced metabolic
injury and the role of the metabolic injury in the initiation of
pathology, the effects of niacinamide on the HD-induced inhibition of
glucose metabolism were examined in cultured HEK. The results of these
studies are reported here.

MATERIALS & METHODS

: Human epidermal keratinocytes (HEK). Keratinocyte Growth
Medium (KCM), Trypsin-EDTA and Trypsin Neutralizing Solution were
purchased from Clonetics Corp. (San Diego, CA). Sulfur mustard (2,2'-
dichlorodiethyl sulfide, HD) was obtained from the Edgewood Research,
Development and Engineering Center (Aberdeen Proving Ground, MD). Stock
HD (4 mM) was suspended in KGM; all further dilutions were made using KGM.
Enzymes and fine chemicals were purchased from Sigma Chemical Co. All
other chemicals were reagent grade or better and purchased frum commercial
suppliers.

HEK purchased as 2nd passage
cells were maintained {n KGCM at 37°C under 5% €O, and subcultured as
previously described (3]. Third to Sth passage cells were plated at 50-
100,000 HEK/well in 24-well Falcon tissuc culture plates (Becton-Dickinson
& Co., Lincoln Park, NJ) in 1 mL of KGM. Upon reaching 80-100% confluence
(100-150,000 HEK per well), the KGM was replaced with fresh KGM
supplemented with 0, 0.01, 0.1 or 1.0 mM niacinamide. HD {n KGM was added
immediately after niacinamide to s finai concentration of 0, 100 or 500
uM. Each condition was carried out in duplicate wells. The plates were
allowsd to stand 1 hour at room temperature in a fume hood for venting of
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HD, after which they were returned to the incubator.

Cell counts and viabilities were determined on HEK harvested from
both contrel and exposed/treated wells with trypsin-EDTA {3]. Cells were
counted manually using a hemacytometer. Viabilities were determined by
propidium iodide dye exclusion using an EPICS C flow cytometer (Coulter
Electronics, Hialeah, FL) (3].

Extractionsg: Control and exposed cells + medium were acid extracted
with 0.5 M HC1l0, immediately upon addition of the fresh medium (t = 0 hr)
and at subsequent intervals up to 24 hr. The samples were allowed to
extract overnight at 4° and neutralized with 2 N KOH in 0.66 M phosphate
buffer, pH 7.5 [10}. KCl0,(ppt) was removed by centrifugation and the
supernatants stored frozen until assay. Alternatively, the cells + medium
wvere solubilized with detergent (Somatic Cell ATP Releasing Reagent, Sigma
Chemical Co., St. Louils, MO) and stored frozen for assay cf ATP.

Assays: The NAD® contents of the extracted HEK were assayed in a
final volume of 1.1 mL using the enzymatic cycling assay of Jacobson &
Jacobson [10]. Tha buffer pH was increased from 7.8 to 8.5 to improve
linearity. The coenzy.e contents were calculated from standard curves
constructed using NAD® solutions of known concentration detarmined by
enzymatic endpoint assays [11}.

Glucose and lactate levels in the extracts were assayed directly
using a YSI Model 2700 dual analyzer (Yellow Springs Instruments, Yellow
Springs, OH) fitted with glucose- and lactate-selective enzyme membranes.
The rates of glucose metabolism in control and exposed wells were measured
as the disappearance of glucose and the appearance of lactate as a
function of time, and were calculated using least squar.- regression
analysis of the data.

ATP was assayed using the Sigma ATP bioluminescent assay kit
according to the instructions provided (Sigma Technical Bulletin #BSCA-1,
Sigma Chemical Co., St. Louis, MO, 1987). Bioluminescence was measured in
an LKB-Wallac Model 1250 luminometer (ILKB Instruments). The signal was
calibrated with known concentrations of ATP determined from enzymacic
endpoint assays coupled to the production of NADPH {12}.

Student’s t-test was used to assess statistical significance.

RESULTS & DISCUSSION

Cell Viability Figure 1 shows the effects of niac.l.amide on the
26-hour viability of HEK exposed to HD. As can be seen, 1CQ uM HD in the
absence or presence of added niacinamide had no effect on the membrane
integrity of the cells as measured by dye exclusion. In contrastc, 500 uM
HD caused a 34X loss of viability at 24 hours. A slight though not
significant protection (approx. 15X%) from this loss was actained by the
addition of either 0.1 or 1.0 mM niacinamide to the medium. This change
was not as extensive as that seen previously in HFK {5]. In that study,
niacinamide completely protected the viability at 24 hours under similar
experimental conditions.

NAD' Content: At 4 hours after exposure, the intracellular content
of NAD' was decreased to 46X of control by 500 uM HD, whereas 100 uM had
no effect (Figure 2). Treatment of the cultures with increasing doses of
niacinamide resulted in increasing protaction againsc this depletion. At
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Pigure 1. Effects of HD # niacinamide on 24-hour viability as
neasured by dye exclusion. Experimental conditions as described
in Materials & Methods. Data expressed as Mean + SEM of 6
sxperiments.

1 oM added niacinamide, NAD® levels were maintained at 80% of those seen
in the unexposed, untreated control, a significant level of protection (P
< 0,02) when compared to 500 uM HD in the absence of niacinamide.
Niacinamide did not significantly increase the levels of NAD® in either
unexposed HEK or those exposed to 100 puM HD.

Dose-dependent NAD® depletion was seen at 24 hours after exposure to
both 100 uM (632 of control) and 500 uM HD (27% of control), as can be
sesn in the left-hand panel of Figure 2. At this time point, significant
proteaction of the NAD® levels against exposure to 100 uM HD was seen with
1 mM niacinamide (P < 0.02) when compared to 100 uM HD without
niscinamide., This concentration of niacinamide maintained {ntracellular
NAD® at 100X of the unexposed, untreated control. In contrast to the 4-
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Yigure 2. Effacts of HD + niacinamide on NAD’ levels at &4
and 24 hours post-exposure. Experimental conditions as in
Materials & Methods. Data expressed as Mean + SEM of 8 (4
hr) or 7 (24 hr) experiments. Controls: 299 + 47 pmoles/103
HEK (4 hr); 466 + 88 pmoles/10% HEK (24 hr). **Significantly
different from HD minus niacinamide (P < 0.02).
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hour results, 1 oM niacinamide did not significantly protect NAD® against
exposure to 500 uM HD. The apparent increase in the NAD' content of
unexposed HEK (129X of control) at 1 mM niacinamide was not statistically
significanc (P > 0.1).

These results are consistent with earlier studies {3-5] showing
significant protection of the intracellular NAD® content in HEK by 1 mM
nlacinamide. In addition, as was also seen in the previous studies, the
level of protection afforded by the niacinamide pretreatment lessened as
the injury increased in severity. That is, less protection was seen at
higher doses of HD and longer times after exposure.

The effects of HD and 1 mM niacinamide on the
rates of glucose metaboliss by cultured HEK are shown in Figure 3. The
the overall disappearance of glucose and the production of the glycolytic
and-product, lactate were measured. As predicted by the results of our
earlier studies {6}, HD caused a dose-dependent inhibition of both
activities, as evidenced by decreases in the slopes of the curves to
approximately 75-80X of control and 35-40X of control for 100 uM and 500
uM HD, respectively. The rates calculated from these curves are given in
Table 1. As can be seen, addition of up to 1 mM niacinamide provided no
protection against the inhibition of glucose metabolism in these
experiments, Data at 0.0l and 0.1 mM niacinamide (not shown) were similar
to those at 1 mM.
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Figure 3. Effects of HD + niacinamide on glucose utilization &
lactate productior. Experimental conditions as in Materials &
Methods. (Niacinamide] =~ 1 mM. Data are Mean + SEM of 5 (glu) or
7 (lac) experiments.

The L{nability of niacinamide to prevent the HD-induced inhibition of
glucose metabolism in cultured HEK even under conditfons in which NAD*®
levels were fully pr-ected {s {n line with our earlier studies [6] which
showed only a partial :orrelation between [IAD* depletion and the inhibition
of glycolysis. We concluded from those studies that the metsbolic
inhibit{on in HEK was not solely a function of NAD* depletion, but rather
resulted from a combination of factors influenced by HD. That conclusion




is supported by the current results, as well as the similar findings by
Mol et al ({4] for glucose uptake by HEK. Interestingly, in later
experiments on human skin cultures, Mol et al [8] observed protection
against both NAD® depletion and inhibition of glucose uptake, but not the
histopathology, suggesting differences in the ex vivo system that may need
to be examined further.

Table 1
IHR] [Niacinamidel Clucose Lactate
(uM) (aM) (uM/hour) (uM/hour)
0 0 77 + 20 189 + 4
0 1.0 86 + 23 177 + 2
100 0 64 + 22 138 + 2
100 1.0 56 + 25 133 + 2
500 0 28 + 26 79 + 2
500 1.0 38 + 22 85 + 3

Effects of HD and niacinamide on the rates of glucose metabo-
lism by HEK. Experimental conditions as described in Fig. 3.

As can be seen in Figure 4, incubation of HEK for 24
hours with 100 uM and 500 uM HD caused severe dose-dependent depletion of
intracellular ATP (to 31% and 8% of control, respectively). As was seen
for glucose metabolism, 1 mM niacinamide did not prevent the loss of this
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Figure 4. Effecrs of HD + niacinamide on ATP levels at 24 hrs
post-exposure. Experimental conditions are as in Materials &
Methods. {Nfacinamide] = 1 mM. Data are the mean of duplicate
wells from 1 experiment.

high-energy intermediate. No depletion of ATP was apparent at 4 or 8
hours after exposure (not shown). Thus, as was seen for the inhibition of
gliicose metabolism, not only did the HD-induced depletion of ATP not
parallel the loss of NAD", but {t also could not be pravented by
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niacinamide.

The effects on ATP reported here are consistent with those recently
reported by by Mol et al [13].. However, both reports contrast with those
of Meier et al ([1l4]), who reported ATP depletion in human resting
lymphocytes as early as 30 minutes after exposure to 300 uM HD, as well as
protection of the ATP levels by 1 mM niacinamide. However, lymphocytes
have been shown {1,5] not only to be more sensitive to HD than HEK, but
also, when exposed to HD, to exhibit to a somewhat different response to
niacinamide as compared to HEK. Thus, the effects of HD and niacinamide
on cellular energy metabolism also appear to be model-dependent.

In this paper, we have demonstrated that the protective effects of
niacinimide in cultured HEK against HD-induced cytotoxicity and NAD®
depletion do not extend to protection against the inhibition of glucose
metabolism or depletion of the intracellular energy stores. These
results, as well as those of others [1,4,13] support our original
conclusion 6] that NAD® is not the sole cause of the metabolic inhibition
that results from exposure to HD. Furthermore, this disconnect between
NAD* depletion and metabolic inhibition may have implicaticns for the use
of niacinamide as an antidote/prophylactic for the treatment of HD-induced

injuries.

REFERENCES

1. Papirmeister B, Feister AJ, Robinson SI and Ford RD, Medical Defense
Against Muscard Gas: Toxic Mechanisms and Pharmacological
Implications. CRC Press, Boca Raton, FL, 1991.

2. Papirmeister B, Gross CL, Meier HL, Petrali JP and Johnson JB,
Molecular basis for mustard-induced vesication. Fund Appl Toxicol §5:
$134-5149, 1985.

3. Smith WJ, Gross CL, Chan P and Meier HL, The use of human epidermal
keratinocytes in culture as a model for studying the blochemical
mechanisms of sulfur mustard toxicity. Cell Biol Toxicol 6: 285-291,

1990.

4. Mol MAE, van de Ruit AMBC and Kluivers AW, NAD* levels and glucose
uptake of cultured human epidermal cells exposed to sulfur mustarc.
Toxicol Appl Pharmacol 98: 159-165, 1989.

5. Smith WJ, Sanders KM, Caulfield JM and Gross CL, Sulfur
mustard- induced bilochemical alterations in proliferating human cells
in culture. J Toxicol - Cut & Ocular Toxicol 11: 293-304, 1992,

6. Martens ME, In vitro studies of glucose metabolism in human
epidermal keratinocytes exposed to sulfur mustard. Blochem Pharmacol

1993 (In Press).

7. Petrali JP, Oglesby SB, Mills KR and Smith WJ, Ultrastructural
pathology of sulfur mustard toxicity and the prot ction afforded by
niacinamide. 12th Intl Congr Electron Microscopy, Seattla, WA 1990.

263




10.

11.

13,

14,

Mol MAE, de Vries R and Kluivers AW, Effects of nicotinamide on
biochemical changes and microblistering induced by sulfur mustard in
human skin organ cultures. Toxicol Appl Pharmacol 107: 439-449,
1991.

Yourick JJ, Clark CR and Mitcheltree LW, Niacinamlde pretreatment
reduces microvesicle formation in hairless guinea pigs cutaneously
exposed to sulfur mustard. Fund Appl Toxicol 17: 533-542, 1991.

Jacobson EL and Jacobson MK, Pyridine nucleotide levels as a
function of growth in normal and transformed 3T3 cells. Arch Biochem
Biophys 175: 627-634, 1976,

Klingenberg M, Nicotinamide-adenine dinucleotides and dinuclieotide
phosphates (NAD, NADP, NADH, NADPH): End-point UV-mefthods. In:
Methods of Enzymatic Analysis (Ed. Bergmeyer HU), 3rd ed., pp.
251-271. Verlag Chemie, Weinheim, FRG, 1985.

Williamson JR and Corkey BE, Assays of intermediates of the citric
acid cycle and related compounds by flucrimetric enzyme methods.
Meth Enzymol 13: 434-513, 1969.

Mol MAE and deVries-van de Ruit AM, Concentration- and time-related
effects of sulphur mustard on human epidermal keratinocyte function.
Toxic in Vitro 6: 245-251, 1992.

Meier HL, Clayson ET and Kelly SA, The identification and ranking of
poly (ADP-ribose) polymerase inhibitors as protectors against sulfur
mustard induced decreases in cellular energy and viability in in
vitro assays with human lymphocytes. 1In: Froceedings, 4th
International Symposium on Protection Against Chemical Warfare
Agents pp. 305-313. National Defense Research Establishment, Dept of
NBC Defense, Umea, Sweden, 1992.

264




